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AllType NGS 11-Loci Amplification Kit

96 tests

mi (-20°C)
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1. %608

2. B/EHGE:

B Sample Amplification

1 ROVIFHABEOHEEIZRE L THL
=i : DNA, AllType Buffer, AllType dNTPs, AllType Primer Mix

% AllType Buffer 73> T\ 255 1%, 37CIZIRD TEINZT 2,

Jk E : AllType Polymerase (Fh/V7 > 7 A%EEIE)

2 LITDX 912 96 well PCR plate (25 ¥EH &2 45 1E4 5

Class I - Class I1 1 sample x ( )

g DNA (25 ng/uL) 20pL 0 e

AllType Buffer 4.0 uL uL
AllType dNTPs 1.6 pL uL
AllType Primer Mix 5.0 uLL uL
AllType Polymerase 0.8 uL uL
Nuclease-Free Water 6.6 uL uL
Total 20.0 uL 18 pL T2 001

3. RV UVETUL, UFDOTa I ATH—~AH ATty b5

AllType 11-Loci

94 C 2 min 1 cycle

98 C 10 sec

69 C 3 min 22 cycles
98 C 10 sec

60 C 3 min 8 cycles
4 °C oo 1 cycle

¥E— N, 9600 E— K
-30 ~ -10 CT 1 » H{RTEF], -80 CT 6 » ARTFRI > >

< < Stop Point
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B Purify the amplicons

1. AMPure XP Beads I%. 30 3L E=RICEWTEL
2. T5%TH ) —)VENEIREDIERT D,

1 sample x ( )

100 % EtOH 150 pL uL
Nucease-Free Water 50 uL, uL
Total 200 pL

3. LUF®O#EIZ Nunc 96 well plate (2777 L, Xy T 4 7T TCIRAET D
AMPure XP Beads 12 uL
Amplified product 20 uL
Total 32 uL

4. =W\ HE-O~I Ry NAX U RIZEy L, 3 0EE

5. LFIEE¥T, 75 % EtOH % 100 pL AL, 30 Bb#fE (Yo 1181H)

6. LiEEHET, 75 % EtOH % 100 uL AL, 30 Bo#E (Pev> 218 H)

7.  ERiEEET. EtOH Z%E2lkkE L, 5~10 43 Ak

8. ~ITFxv 1\25'/%75%5’“, Low TE # 27 uyL iz, Xy 7 4 7 TRE
9. =R 1 0FE

10. O, v 7%y hAX Y RIZEE, 1 ofFE

11. EiE 25 uL 2% L\ 96 well PCR plate (24

< <Stop Point -30 ~ -10 CT1 » A{RF W, -80 CT 6 » HRFFR>>

B Amplicon Quantitation

1.  Qubit OFEHET T k2 /UZHEWRIET D
(Working Solution 199 uL. + Sample 1 pL. TH|E)
2.  #iElX TdsDNA High Sensitivity |

B Amplicon dilution

1. PCREMOEIZHEN, Y Fa L —F—IZ AT D

2 Conc DEVIZER 2 AND

3. HVFal—F— > TEAL., 100ng/ 35 uL [ZFHET 2
4. 96 well PCR plate _pﬂﬁk{ﬁif@*f YIINEGETD

< <Stop Point -30 ~ -10 CT1 » ARFF, -80 TT6 » ARFT>>

B Amplicon Fragmentation

1. LITF®D X 512 96 well PCR plate (231 %2 /31ET 5

1 sample x ( )
PCR amplicons (100ng) 35uL. e
Enzyme Mix IT 9 uL uL
10x Reaction Buffer 5 L uL
Total 49 pL 14 pL T 2051
2. BABLEDUL, UTFOT el T ATH—vAY A2 T2ty bT5
37 C 6 min
70 C 10 min
4 C o0
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B Adaptor ligation and nick repair
1. LLTF® X 912 Fragmentation #& T4 @ 96 well PCR plate (2338 % 531E T 5

1 sample x ( )
Fragmentation DNA 49pL, e
Ton Xpress Barcode 2uL e
Ton Xpress P1 Adapter 2 uL uL
10x Ligase Buffer* 10 uLL uL
dNTP Mix* 2 uL uL
DNA Ligase* 2 ul uL
Nick Repair Polymerase* 8 uL uL
Nuclease-Free Water 25 uLL uL
Total 100 uL 49 pL 731E
2. BEAVUHTUUL, RO a I ATH—<Lt A7 F—iZty o5

25 C 15 min

72 C 5 min

4 C o

B Size-Selection
1. AMPure XP Beads %, 30 LA E=EIZEWVTH
2. T5%xTH ) —NENLERGEOHERT D,

1 sample x ( )

100 % EtOH 150 pLL uL
Nucease-Free Water 50 uLL uL

Total 200 pL

3. 1#H® Nunc 96 well Plate (ZLLFORRIZ/HEL, By T 1 I TIRET D,
(DNunc 96 well plate

AMPure XP Beads 48.5 pLL

Ligated product 97.0 pLL

Total 145.5 ulL

4. =H|Rb5hHh—>~TFxy hAX LRIk L, 30EHE
5.  2#H® Nunc 96 well Plate IZLL FOREICHEL. Xy T 40 T TRET 5,

@Nunc 96 well plate
AMPure XP Beads 14.6 uL
(DNunc 96 well plate D _EiE 130.0 pL
Total 144.6 uL

6. =5 pHEE>~vIRry NAX U RIZEY ML, 3 0FE

7. LEiEE¥T, 75 % EtOH % 100 pL Atu, 30 Bh#E (P 1[EH)

8. EiEZ#¥#T. 75 % EtOH % 100 pL AfL, 30 BiE v 21[EH)

9. hHifZ# T, EtOH 25222k E L, 5~10 4Gz

10. w73y hAZ Y Fb4 L, LowTE # 27 uL iz, © Xy 7 ¢ 7 TRE
11. =R 1 08

12. HO, w7 %y hAX U RNICEE, 1 0FE

13. _k3& 25 uL 237 L\ 96 well PCR plate (2

< <Stop Point -30 ~ -10 CT1 » ARFF, -80 TT6 » ARFT>>
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B Secondary Amplification
1. UTFTokoic, o7 AnA->T5 96 well PCR plate (233K &2 537F 9%

1 sample x ( )
Size-selected sample 250, e
Platinum PCR SuperMix High Fidelity 71.4 pLL uL
Library Amplification Primer Mix 3.6 uLL uL
Total 100.0 pL 75 uL T 055 1E
2. BABVEYUL, UTFOTa T LTH—vAY A T2ty bT5
95 C 5 min 1 cycle
95 C 15 sec
58 C 15 sec 8 cycles
70 C 1 min
4 °C oo 1 cycle
B Final Purification (7L —&2IFXTNAT o E2T)
1. AMPure XP Beads (%, 30 77U E=IRICEWTE
2. T5%TH ) =N ENBERFEDHERT D,
1 sample x ( )
100 % EtOH 150 pLL uL
Nucease-Free Water 50 uLL uL
Total 200 pL
3. LITDkEIZ 96 well PCR plate I2431E L., By T 4 7 TIRET 5,
AMPure XP Beads 100 pLL
Amplified product 100 pL
Total 200 pL
4. RS HFE->~I Xy PAZ Rty ML, 30HHE
5. HEZZERIIRETD
6. LowTE % 50 uL ilx, ©Xv 7 ¢ > 7 TRA
7. =R 1 oFHE
8. MUY, v/ xy FAFURICEE, 1 58HE
9. LVIATORIZH L\ 96 well PCR plate (IZ531E L., B Xy T 4 T TRET D,
AMPure XP Beads 50 uL
8 O ki 50 pL
Total 100 pL

10. EEE#ET, 75 % EtOH % 100 L. Afv, 30 B#rE (P 11a1A8)

11. Eif%#T, 75 % EtOH % 100 uL AL, 30 Bk (B 2 [EIH)

12. ERiEZEET, EtOH Z5E22lckrE L, 5~10 43)aiz

13. 7%y hAX LV RE0BH L, LowTE % 27 uL iz, By T 4 V7 TRA
14. =R 1 yEE

15. BN, v 7%y hAZ Y RIZEX, 1 0FE

16. _1i% 25 uL 287 L\ 96 well PCR plate (Z/%3

< <Stop Point -30 ~ -10 CT1 » ARFF, -80 TT6 » ARFT>>

B Final quantification and library pooling
Qubit 3.0 Fluorometer (ZC dsDNA High Sensitivity OFE#E 7 = ks =/L3 0 (ZHIE
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ML =2 T AR T,

B Library pooling
Y F 2 b—F—ZH0, BREKOHRRZITV, 0.045 ng/ul (ZF#,

< <Stop Point -20 CTAMAINL 2 7 A, HR%E 2 BRRET > >

<< Ion Chef +S5>>
ﬁj{v: = TJI/ZSH\E\

=3 ¢ 31|
°
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